Linearity
The coefficients of determination (R 2 ) of the plasma or brain response versus concentration curves (n=3) were determinate and statistically analyzed. The values were all above 0.99 for the three aglycones, indicating linearity over the calibration range of 0.125-250 ng/mL for kaempferol and isorhamnetin in both plasma and brain, and for quercetin over the calibration range of 0.125-500 ng/mL in plasma and 2.5-500 ng/mL in brain.
Lowest limit of quantification
In plasma, the lowest limit of quantification (LLOQ), defined as the lowest concentration of analytes measured with acceptable accuracy and precision (R.S.D. ≤ 15%), was 0.125 ng/mL for the three aglycones, quercetin, kaempferol, and isorhamnetin. In brain tissue, the LLOQ was found to be 2.5 ng/mL for quercetin and 0.125 ng/mL for kaempferol and isorhamnetin.
Recovery
The relative recovery in the linear concentration range was evaluated by comparing the 
Accuracy and precision
For the evaluation of accuracy curves of the obtained mean, concentrations were plotted against the respective nominal values for each analyte over the whole dynamic range and the slopes and intercepts were statistically analized (n=3). If accuracy is given, the slope of this plot must be equal to the unit (admitted null hypothesis H o ). For the three investigated aglycones, the null hypothesis was true at a confidence level of 95% [39] , verifying thus the accuracy of the method. In addition, the intercept was statistically analyzed, and no difference with zero was found, which means that the method does not present systematic errors.
The precision was evaluated by determining both: the reproducibility, which is the closeness of agreement among the results obtained with the same method under different conditions, and the repeatability, which refers to the agreement among successive measurements using the same sample. The reproducibility was expressed as the RSD calculated for three calibration curves in the whole dynamic range obtained on three consecutive days for each analyte and was under 15% for the three aglycones. Repeatability was evaluated by calculating the RSD. of three spiked samples extracted independently at the concentration levels in the whole dynamic range and analyzed under the same conditions on the same day.
The values for the three analytes were also under 15%. All values obtained for repeatability and reproducibility were within the limits recommended for bioanalytical methods.
Stability
Stability studies indicated that analytes are stable in plasma and brain in processed samples over a period of 48 hours at room temperature and for at least two weeks at -20 °C after one and two freeze-thaw cycles. 
